Control of temperature and duration of partial carbonization for Chinese medicines have been mainly based on experience of the processors. No quantitative methods and parameters are available that can be used to precisely control the temperature and determine the energy changes during the process. In our research, with a simulated atmosphere air condition, the partial carbonization processes of three Chinese herb medicines rhubarb, moutan and burnet were simulated at different heating rates (5, 10 and 20˚C • min ) and analyzed by thermal gravimetric analysis (TGA) to quantify the upper limits of the temperature. The activation energy was calculated with Friedman, Kissinger-Akahira-Sunose (KAS) method and OzawaFlynn-Wall (OFW) methods in iso-conversional models and independent parallel reaction model (IPR). The upper temperatures were calculated to be 280, 184 and 246˚C for rhubarb, moutan and burnet, respectively, at corresponding conversion rates of 0.4, 0.2 and 0.1. Calculation of the activation energy has been found impossible with the IPR model. Results obtained from the three iso-conversional methods were different. For rhubarb and burnet, the conversion rates at the upper temperature limits were at the highest or second highest activation energy, while for moutan, it was at the lowest value of activation energy. These results confirmed scientific rationales of traditional Chinese medicine theory that rhubarb and burnet be prepared at high temperature and moutan be prepared at medium temperature. Application of thermal analysis techniques would broaden and deepen traditional Chinese medicine research, and are applicable to the processing of medicinal materials including traditional Chinese medicines. Results obtained from the study could provide new ideas and methods for research to modernize the preparation of traditional Chinese medicines.
Introduction
The processing of Chinese medicine is a traditional and unique pharmaceutical technology. It is based on Chinese medicine theory and is prepared according to syndrome, properties of the medicinals, and different requirements for prescriptions and preparations in accordance with a1111111111 a1111111111 a1111111111 a1111111111 a1111111111
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Citation: Ma J, Meng X, Guo X, Lan Y, Zhang S (2017) Thermal analysis during partial carbonizing process of rhubarb, moutan and burnet. PLoS ONE 12(3): e0173946. https://doi.org/10.1371/journal. pone.0173946 the dialectical theory [1] . Due to its long history and rich content, it reflects the simple dialectical thoughts of traditional Chinese culture and is one of the characteristics of Chinese medicines.
Partial carbonization is a commonly used method in the making of some traditional Chinese medicines, where herbs are fried or roasted to increase carbon and tannin contents or to generate new hemostatic compounds, so the preparations can be used as hemostatic or antidiarrheal drugs [2] [3] [4] [5] [6] [7] . However, this method has uncertainty in the temperature and duration in the partial carbonization process. For example, the temperature is selected by experience as medium (190-220˚C) or high (220-300˚C). This makes it difficult to determine the degree of preservation of the herb's properties. Although there are requirements for the coloration of the carbonized herb drugs in accordance with "China Pharmacopoeia" and provincial or municipal "regulations for processing of Chinese medicine", these requirements are qualitative, not quantitative. Currently, studies on improvement of processing of the carbonized herb drugs are focused on determination of the temperature and time [8] [9] [10] [11] [12] . Little is known about the compositional changes and conversion during the process [13] [14] [15] [16] [17] [18] . Furthermore, there has been few studies regarding the methods and parameters that can be used to quantify the temperature and energy change during the partial carbonization process.
Thermal Analysis [19] is a technique to measure the physical properties of materials as they change with temperature and time under a programmed heating process. It includes thermal gravimetry (TG), derivative thermogravimetry (DTG), differential thermal analysis (DTA), thermo-mechanical analysis (TMA), dynamic mechanical analysis (DMA) and combined uses of thermal gravimetry with mass spectrometry (MS), Fourier transform infrared spectroscopy (FTIR), or gas chromatography (GC). In recent years, these technologies have been gradually applied to traditional Chinese medicine researches, such as thermal analysis of the chemical compositions [20] , decomposition [21] , and identification of product origin [22] or relatives [23] .
We have applied the techniques to modernize the processing of traditional Chinese medicine for a long time. Previously, we used TG/DTG methods to simulate the processing procedure to qualitatively demonstrate the overall compositional changes in the preparation of Zushima [24] [25] , and analyzed the roles that pyrolysis in inert Ar played in the preparation of gallic acid [21] , rhubarb, moutan and burnet [26] . We calculated the energy dynamics during the stir-frying process based on data obtained from the thermal analysis techniques. These results greatly enhance our experimental and theoretical understanding of the processing of traditional Chinese medicine. On the other hand, traditional Chinese medicines have complicated chemical compositions [27] [28] and contain cellulose, hemicellulose and lignin [29] [30] [31] . Pyrolysis of these components often generates complicated pyrolysis curve, making it different to calculate the activation energy (Ea) in the partial carbonization process by dynamics mathematical methods.
In this study, the partial carbonization processes for preparing rhubarb, moutan and burnet were simulated using thermal gravimetric analysis (TGA) under a simulated air condition at different heating rates (5, 10 and 20˚C • min from Beijing Tongrentang Drug Store (No.104, South of Xinjian Road, Yinze district, Taiyuan City, Shanxi Province, P.R.China), and verified by Professor S. Zhang to be the roots and rhizomes of Rheum tanguticum Maxim. ex Balf, the root bark of Paeonia suffruticosa Andr. And the roots and rhizomes of Sanguisorba officinalis L., respectively. The herbs were grinded and passed through a sieve of 40 meshes.
Water and ethanol extract
Water (RH) and ethanol (CO, SA) extracts of the herbs were made according to Chinese Pharmacopoeia (2010 edition) [34] and labelled as RHWSE, COASE and SAASE, respectively.
Thermal Gravimetric Analysis (TGA)
Simultaneous thermal analyzer (STA-409C, NETZSCH, and Germany) was used. The herb sample (30 ± 5 mg) was placed in a crucible under a constant flow of simulated air (60 ml min (heating rate) from room temperature to 600˚C. Experiments were repeated twice.
Kinetic model
Since Bryan Higgins observed the thermal effect of different heating temperature on the chalk and lime in 1780 [35] , many studies have been done on kinetics of thermal analysis, and rapid progress has been made with advance of modern sciences. All proposed kinetic models obey the Arrhenius equation [36] [37] , as follows:
where, T is the absolute temperature (K), R is the gas constant, k(T) is the temperature-dependent reaction rate, A is the pre-exponential factor, Ea is the activation energy. The physical meaning of Ea and A can be explained by molecular collision theory; the activation energy is the energy threshold that the molecule has to overcome to form a reaction product; the frequency factor A is the collision frequency at which all molecules collide. Combustion and pyrolysis process of the Chinese medicines is a typical gas-solid reaction. Based on the Arrhenius equation, its kinetic equation in non-isothermal combustion and pyrolysis process can be expressed as follows [38] :
where α is the conversion rate or extent of reaction, da dT is the conversion rate in non-isothermal conditions, β is the rate at which the temperature increases (heating rate), f(α) is the mechanism function based on the selection of reaction mechanism and model, Ea, A and f(α) are three factors that characterize the pyrolysis kinetics.
A number of models in thermal analysis kinetics have been derived from the formula (2), as a result of improvement and interpretation of the formula, as well as the development of modern physics. Each of them has advantages and disadvantages [39] [40] , but all of them are able to calculate the activation energy and estimation of reaction mechanism during the pyrolysis and combustion. The models used in current research as follows:
Independent Parallel Reactions models (IPR)
According to the first dynamic model, the pyrolysis and combustion of the medicines can be decomposed into N independent parallel reactions, each representing the pyrolysis reaction of an individual component. DTG curves were fitted using the Gauss Amp formula for multiplepeaks by PeakFit software (v4.12) for the three herb medicines. The kinetic equations used are as follows [32, 41] : are the rates of mass loss in the total reaction and in an individual reaction, A i is the pre-exponential factor, i is a specific component, E i is the activation energy, α i is the conversion rate, R is the gas constant, c i is the contribution of an individual reaction to the total reaction, and T is the absolute temperature (K).
Iso-conversional model
The model is an independent model that can calculate the activation energy at certain conversion rate. The model is established irrespective of the impact of the heating rate and independent reaction mechanism on pyrolysis and combustion, while emphasizing the first-order process from the raw materials to pyrolysis products [33] . The method can be divided into integral and differential methods according to the sources of data (in integral method, the data are from TG curves, and in differential methods, the data are from DTG curves).
The basic formula in integral method is derived in steps 5 to 8:
dT ¼ bdt ð6Þ
Depending on the definition of p(x) by different mathematicians, this model can be divided into different dynamics methods.
If
, then the model is defined as
namely, the Kissinger-Akahira-Sunose (KAS) method [42] [43] ; Similarly, if p(x) % 10 −2.315+0.457x , then the model is defined as
the Ozawa-Flynn-Wall (OFW) method [44, 37] .
The basic formula in differential method is derived as follows:
Þf ðaÞ ð11Þ
Taking logarithm on both sides of eq (11) results in
the Friedman method [45] . Ea at a specific conversion rate can be calculated based on the linear relationships between the eqs (9) (lnð Results and discussion Determination of the upper temperature limit in the partial carbonization process based on the pyrolysis characteristics of the herbs and their extracts
In thermal analysis experiments, the air compositions are often changed to analyze the nature of physical and chemical changes in the thermal effect of the thermal analysis curves [46] . In early studies, we analyzed the relationship between the pyrolysis characteristics and the partial carbonization in the three medicines under inert gas of Ar [26] . However, under the inert air condition, what observed was the pyrolysis of the herbs themselves, which might be different from what happens in actual carbonization process.
In this experiment, simulated atmosphere air was used to study the pyrolysis of the three medicines and their extract, and the results are shown in Fig 1. The results were evaluated using the post-carbonization property preservation of the medicinal ingredients in the extract as indicators. The temperatures at which the extracts reached the maximal rate of mass loss during the tradition carbonization temperature were defined as the upper limits. For rhubarb and moutan, they were 280 and 184˚C. For burnet, it was 246˚C. These data quantified the temperatures and confirmed the scientific rationale in traditional Chinese medicine that carbonization of rhubarb and burnet be made at high heat (220-300˚C), and moutan at medium heat (190-200˚C) . The pyrolysis and combustion characteristics of the medicines and their extract are shown in Table 1 . Effect of heating rates on pyrolysis of Rhubarb, Burnet and Moutan TG-DTG curves of pyrolysis and combustion of the medicines at different heating rates are shown in Fig 2. The curves became increasingly specific as the heating rate increased. For example, as the heating rate increased, the corresponding eigenvalues became greater. These eigenvalues included the pyrolysis starting temperature, the range of volatile-releasing temperature, the temperature at which the rates of mass loss peaks, and the temperature at which non-volatiles and fixed carbon stop burning (Table 1) . At the same temperature, it was found that the lower the heating rate, the higher the burning completion, the more volatiles released, and the less the residue remained. This was because that at different heating rates, the heat transfer from outside to inside occurred at different speed. At higher heating rate, there would be greater thermal hysteresis between the furnace and the samples, leading to limited heat and mass transfer, and inadequate combustion. Conversely, at lower heating rate, the samples would have sufficient time to absorb heat for better pyrolysis. This might also be the reason why the peaks in DTG mass loss curve, which were poorly separated, became well separated at higher heating rate.
Feasibility analysis to use IPR for determination of the activation energy in the pyrolysis and combustion process of the medicines Like other biomaterials, there are complicated and chained reactions in the pyrolysis and combustion process of the medicines. Each step in the process has its own activation energy [22] . Use of non-isothermal heating may result in overlap in DTG curves, namely, a peak in the curves is resulted from overlapping of the peaks from those of many chemical components that are present in the medicines. Multiple-peak fittings were made according to the Gauss Amp equation using PeakFit (v4.12) at r 2 ! 0.97 for DTG curves at different heating rates. The peak fitting results and parameters for the three medicines are shown in Fig 3 and Table 2 , and can be summarized as follows:
, the fitted peak of DTG curves for rhubarb was located at 287.81˚C in the reaction 15, moutan at 186.74˚C in the reaction 9 and burnet at 243.16˚C in the reaction 13. The findings further confirmed the conclusions obtained in section 3.1 that it is scientifically rational to use the post-carbonization property preservation of the medicinal ingredients in the extracts to determine the upper temperature limits in the partial carbonization processes of the three medicines.
2. Since the three medicines are made from herbs, there were mass loss peaks associated with biomass in the fitted peaks in the DTG curves. For example, the thermal mass loss peaks of hemicellulose, cellulose and lignin can be found in the DTG curves of the three medicines at different heating temperature at 300, 380 and 420˚C, respectively [47] [48] [49] [50] [51] [52] [53] . Therefore, when using (TGA) for the medicine carbonization research, the medicinal components and pyrolysis characteristics of biomass should be taken into consideration.
3. Heating rate β was found to have greater impact on the outcomes of the peak fitting in DTG curves for the medicines. When β was lower (5˚C • min -1 ) or higher (20˚C • min -1 ),
there were more independent reactions in the peak fitting than when β was at medium level (10˚C • min -1 ). This might be because at lower heating rate, the ingredients in the medicines have sufficient time to combust and pyrolyze, resulting in overlapped DTG curves due to presence of large number of independent reactions; while at higher heating Thermal analysis during partial carbonizing process of rhubarb, moutan and burnet rate, the independent reactions were incomplete, leading to the overlapped DTG curves. Therefore, when use TG for medicines carbonization study, heating rate β should be about 10˚C • min -1 .
4. In the field of biomaterial research, only three components hemicellulose, cellulose and lignin are generally taken into consideration for pyrolysis kinetics studies with IPR models [49] [50] . Therefore, their DTG curves are fitted as three independent and parallel reactions. However, in this experiment, the number of the independent reactions derived from the peak fitting of the DTG curves at different heating temperature for the three medicines were between 8 and 34, much more than that that of the biomaterials in independent parallel reactions [49] [50] .
With reference to formulas (3)-(4), da i
dt may be obtained from the DTG curves fitted from the peaks of the independent parallel reactions, c i can be approximated by the percentage of the total peak area that is between DTG curves and the baseline for a specific independent Thermal analysis during partial carbonizing process of rhubarb, moutan and burnet Thermal analysis during partial carbonizing process of rhubarb, moutan and burnet 
Thermal analysis during partial carbonizing process of rhubarb, moutan and burnet reaction over the total peak area that is between DTG curves and the baseline for all reactions. α i is still not possible to be resolved for a specific independent reaction.
In summary, due to complexity of the chemical composition in the medicines and the differences between multiple-peak fitting and real reaction, it is still difficult to use IPR model for calculating the activation energy in the pyrolysis and combustion processes for traditional Chinese medicine. In this article, we only analyzed the feasibility to use IPR model for the calculation of the activation energy in the pyrolysis and combustion process. No in-depth calculation was attempted.
Determination of the activation energy in the medicinal pyrolysis and combustion process using iso-conversional models Compared to IPR model, a constant α and reaction rate constant k are assumed to be dependent on reaction temperature (T) in iso-conversional model. Therefore, this method avoids the system errors of the Arrhenius parameter estimation and can be performed without knowing the reaction mechanism behind the combustion and pyrolysis process [33] . It is, therefore, easy and simple, and has been widely used. The linear relationships for the activation energy were calculated for the medicines using the KAS (eq 9), OFW (eq 10) and Friedman (eq 12) methods as discussed in section 2.4.2 for iso-conversional kinetics models (Fig 4) . They can be summarized as follows:
1. The activation energy can be calculated based on the slopes of the linear relationships. The linear correlation coefficient (R 2 ) was relative small at some conversion rates, particularly when the rate was less than 0.2; also, there were differences between the R 2 derived from different equations. These would increase the experimental error. However, since there were many correlation coefficients with higher values, and the activation energy of a specific reaction was a constant, it was still possible to figure out the activation energy based on the linear relationships with poor correlation coefficients. This would allow us to have an overview of the activation energy dynamics [51] .
2. As shown in Table 3 , among the three methods used, the liner relationships for rhubarb based on the KAS and OFW methods were better, particularly when the conversion rate was greater than 0.25. However, for moutan and burnet, the Friedman method was better than the KAS and OFW methods, particularly when the conversion rate was more than 0.2. These data suggested that the activation energy for different medicines should be calculated with different methods. Furthermore, as shown in Table 4 , for the three medicines, the Thermal analysis during partial carbonizing process of rhubarb, moutan and burnet averages of the activation energy calculated by the KAS and OFW methods were pretty close each other, but remarkably smaller than that derived from the Friedman method. These differences might be resulted from different data sources. In the integral methods, there are Picard iterations for the conversion rates [52] , and successive approximation would be prone to error. On the other hand, the conversion rate derived from the differential method is not affected by integration of temperature, where all relevant dynamics parameters can be calculated directly. However, the experimental data are highly sensitive to noise, and could result in highly scattered DTG curves [53] .
3. The conversion rates were approximately 0.4, 0.1 and 0.2 at the upper temperature limits of 280, 184, and 246˚C, respectively, as determined in section 3.1 for the three medicines. The changes in the conversion rates and activation energy for the medicines are shown in Fig 5, where the curves derived from the KAS and OFW methods were similar. In three kinetic models, rhubarb and burnet reached the highest or second highest activation energy at the conversion rates of 0.4 and 0.2, respectively. Moutan reached the lowest point when the conversion rate was 0.1. Therefore, rhubarb and burnet are prepared with higher energy Thermal analysis during partial carbonizing process of rhubarb, moutan and burnet Thermal analysis during partial carbonizing process of rhubarb, moutan and burnet input, while moutan needs less energy. The findings further demonstrated the scientific rationales in the partial carbonization from the energy requirements that rhubarb and burnet need high temperature and moutan needs medium temperature.
Although the temperature requirements for the medicine preparation during the partial carbonization processes can be well explained based on the conversion rates calculated from the iso-conversional kinetic model, precautions should be taken on the applicability of the different models to avoid large errors.
Conclusions
The partial carbonization temperatures were qualitatively determined for rhubarb, burnet and moutan prepared at higher or medium temperature in traditional Chinese medicine process theory. We analyzed the pyrolysis and combustion parameters from kinetics perspectives and discussed the feasibility to modernize the research on the partial carbonization in the frame works of kinetic models. The activation energy, as well as the relationship between the conversion rate and the activation energy, has been calculated using various kinetic models. The scientific rationales that rhubarb and burnet be made at high temperature and moutan at medium temperature as instructed in the traditional Chinese medicine process theory have been confirmed. Our study shows that thermal analysis techniques can be applied to broaden and deepen the research on traditional Chinese medicine, and are applicable to disciplines of other medicine preparation in the processing of Chinese medicines. These applications would provide new ideas and methods for current research on the Chinese medicine preparation. 
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